Materials and Reagents
Human iNKT cell isolation kit (Vα24Jα18
2. Add 15 ml of Ficoll (warmed to room temperature) to 50 ml conical tubes. Then slowly overlay 25 ml of the diluted blood mixture on top of the Ficoll. Centrifuge at 400 x g for 30 min at room temperature with the brake off.
3. Carefully remove the 2-3 ml lymphocyte interface (white ring between the media and Ficoll, please see schematic diagram in Figure 1 ) with a sterilized Pasteur pipette and transfer to a new 50 ml conical tube. 4. Wash the cells by resuspending the cell pellets in 5 ml PBS, then combine all of the pellets into one 50 ml tube, and fill the tube with PBS to 50 ml and spin down cells at 400
x g for 10 min at room temperature with the brake on. http://www.bio-protocol.org/e418 ii. Resuspend the pellets with 30 ml ice cold MACS buffer and pass through a 70 μm sterile cell strainer, then spin at 400 x g for 5 min.
iii. Resuspend pellets with 1 ml MACS buffer, add anti-Vα24 antibody, 5 μg/10 10. After 2 days, collect cells with a sterilized serological pipet and transfer into 15 ml tubes.
Bring volume to 10 ml with RPMI medium containing 5% FBS. Centrifuge at 300 x g for 10min with braking, discard supernatant, and resuspend cells with complete medium plus20 U/ml rhIL-2 at 0.4 x 10 6 cells/ml, and then culture cells in 12-well plate at 3 ml/well.
11. Culture cells for 7-10 days, and replace medium every 2 days as step 9.
12. Flow cytometric analysis of expanding iNKT cells.
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Gate on lymphocytes and check purity by flow cytometric analysis, using PE-anti-Vα24Jα18 antibody (6B11) -see Figure 2 . 
